BIOCHEMICAL SOCIETY TRANSACTIONS lOmM with respect to di-isopropyl fluorophosphate and centrifuged at 5000g for 5min. The crude cytosol was labelled with 5 nM-[ 3H]oestradiol overnight at 4°C. Nonspecific binding was determined by including a 200-fold excess of diethylstilboestrol in a separate incubation. Cytosols were stripped at 4°C by using dextran-coated charcoal (0.25%, w/v) to remove unbound steroid before application to the columns. The eluting buffer was HE/O. 12M-KC1, with H E /~M -K C I being used to release any radioactivity bound to the columns. Table 1 shows the data collected from these studies: the maximum binding activity is shown by both the ~M -N~C Isoluble nuclear material and the 0.1 M-H2S0, nuclear extract.
Saturation analysis of the above binding activity was carried out by incubating lOmg amounts of both nuclearfraction-Sepharose resins with increasing amounts of activated [ 3H]oestradiol-labelled oestrogen receptor. The data obtained were analysed by the method of Scatchard (1949) . These studies revealed that the binding activity shown by both the 2~-NaCI-soIuble nuclear-materialSepharose resin and the 0.1 M -H~S O~ nuclear extractSepharose resin could be resolved into two components. Both binding components are of high affinity (Kdl approx. 2 x I O -I I M , with approx. 1600 binding sites/cell; Kd2 approx. 3 x 1 O -I o~, with approx. 6000 binding sites/cell) and are saturable.
To assess the abilities of other steroid ligands to induce specific binding in the 0.1 M -H~S O~ nuclear extract, the immature rat uterine cytosol was labelled with the appropriate ligand (5nM). Labelling was also carried out in the presence of a 200-fold excess of diethylstilboestrol. The cytosols were then eluted through the column as before.
Under such conditions, oestradiol was the only ligand capable of inducing high specific binding to the column. Corticosterone, testosterone, mibolerone and 5a-dihydrotestosterone induced little or no specific binding to this column. Tamoxifen, an anti-oestrogen, which is thought to operate via the oestrogen receptor (Rochefort et al., 1979), only induced 7% of the specific binding induced by oestradiol.
In conclusion, human myometrial nuclei have been purified and fractionated into two ways, i.e. with ~M -N~C I (1973) , Coffer & King (1981) and Smith er al. (1981) . The partially purified receptor (about 50000-fold and 70% pure) was injected into the rabbits and the immune serum tested, in the presence or absence of oestradiol after different times of incubation, on the ZR-75-1 cells line and on frozen sections of myometrium, spleen and liver tissues.
For quantification of extranuclear and nuclear oestrogen receptors in ZR-75-1 cells, a Leitz MPV compact microscope photometer was used in conjunction with a Leitz fluorescence microscope. The intensity of staining in the extranuclear spaces as well as in the nucleus was measured through a small window (1 mm x 1 mm). The ratio of nuclear to extranuclear staining (N/E) was taken as an index of oestrogen-receptor translocation in the cell.
Oestrogen-receptor localization in cells grown in the presence of oestradiol was observed after incubation at 4,20 and 37°C. At 4"C, extranuclear and nuclear staining were 609th MEETING, LEEDS evident, but incubations at 20°C caused some translocation of oestrogen receptor, i.e. a slight increase in nuclear staining. At 3 7 T , there was extensive iranslocation of the oestrogen receptor. The longer the period of exposure to oestradiol, the greater the intensity of the nuclear staining (Table I ).
In the absence of oestradiol, i.e. in charcoal-stripped serum, the staining pattern differs from that at 4°C with oestradiol. In the presence of progesterone, uniform nuclear staining was not observed in most cells. Little or no increase in the nuclear: extranuclear staining ratio was seen at 20 or 37°C even after prolonged exposure to progesterone. Progesterone decreased the extent of staining over 48 h. consistent with its known ability to lower oestrogenreceptor amounts.
Frozen sections (6pm thick) were prepared from myometrium. liver and spleen and stored at -20°C. Fixed frozen sections were treated at room temperature with 100-fold diluted anti-receptor antiserum (primary antibody) for 30min, followed by fluorescein isothiocyanate-conjugated anti-rabbit immunoglobulin G for the same length of time (Raam et d., 1983) .
The frozen section of myometrial tissue showed positive staining. The columnar epithelial cells were heavily stained, the surrounding cells showed a weak extranuclear fluorescence. N o fluorescence was observed in the liver sections incubated with immune serum or in t h e spleen cells.
The anti-receptor antiserum seems to be specific for the reproductive-tissue receptor protein, since both spleen and liver were negative. Further, the pre-immune serum gave negative results in both the receptor-rich and control tissues.
At 4"C, in the presence of oestradiol, receptor is apparently concentrated in localized sites in the extranuclear space. After translocation, receptor appears to concentrate at specific sites within the nucleus. In the absence of oestradiol, receptor-antibody interaction is modified.
In The phorbol ester TPA is a potent inhibitor of aminopyrine accumulation in isolated rat parietal cells that have been stimulated to secrete acid by histamine ( 0 . 5 m~) and 3-isobutyl-I methylxanthine (0. I mM) (Anderson & Hanson, 1984) . At maximally effective concentrstions of TPA the accumulation of aminopyrine is decreased to 250; of that obtained in the absence of TPA, and half the maximal inhibitory effect is achieved at 2.7nM-TPA. TPA is a stimulator of insulin secret:on by rat isolated pancreatic islets, and activation of phoipholipase A2 and production of leukotrienes may mediate in its stimulatory
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Ahhreviation used : TPA. 12-O-tetradecanoylphorh~l 13-acetate action (Yamamoto ct at., 1982). Activation of phospholipase A?, with the accompanying liberation of arachidonic acid, will also lead to the production of prostaglandins. which are inhibitors of histamine-stimulated acid secretion (Soll, 1980~) . The aim of this work was to test whether the inhibitory effect of TPA on acid secretion might involve activation of phospholipase A? and the production of prostaglandins or related substances, by examining the effects of the cyclo-oxygenase inhibitor indomethacin and the combined cyclo-oxygenase and lipoxygenase inhibitor nordihydroguaiaretic acid [the putative phospholipase A2 inhibitors mepacrine (0.1 mM) and 4-bromophenacylbromide (0.1 mM) could not be used, as both were themselves inhibitors of histamine-stimulated aminopyrine accumulation]. The experiments also provide some information on whether prostaglandins or leukotrienes may modulate the acid-secretory response of the parietal cell to histamine.
